SSR markers for
library (Appendix 1). Total DNA was extracted following the cetyltrimethylammonium bromide (CTAB) extraction protocol (Doyle and Doyle, 1987) with minor modifications. The library was prepared by Genoscreen (Lille, France) and sequenced using a 454 GS-FLX (Roche Diagnostics, Meylan, France) high-throughput DNA sequencer (Malausa et al., 2011) . The DNA was fragmented and enriched TG, TC, AAC, AAG, AGG, ACG, ACAT, and ACTC motifs. A total of 25,692 sequence reads were obtained (data available from the Dryad Digital Repository: https://doi.org/10.5061/ dryad.94g0tc5; Gutiérrez-Larruscain et al., 2018) . These sequences were analyzed with the software QDD2 (Meglécz et al., 2014) revealing 3160 sequence reads with microsatellite motifs. From 63 primer pairs with A design (Meglécz et al., 2014) , a total of 30 with low penalty values, different lengths, and repeat motifs were selected. These primers were ordered (Eurofins, Ebersberg, Germany) to check the variability of these loci in two samples of F. carpetana and two of F. gaditana. PCRs were performed in 12.5-μL volume reactions, which contained 45.5 ng of DNA template, 1.25 μL of 1× PCR buffer (Biotools, Madrid, Spain), 1.5 mM MgCl 2 (Biotools), 0.2 mM of each dNTP (Life Technologies, Carlsbad, California, USA), 0.33 mM of each primer, and 0.5 units of DNA Polymerase (Biotools). PCR was performed in an Eppendorf thermocycler (Mastercycler ProS; Eppendorf, Hamburg, Germany), using the following conditions: an initial denaturation step at 94°C for 2 min; followed by 30 cycles of 1 min at 94°C denaturation, 45 s at 55°C annealing, and 1 min 30 s at 72°C extension; with a final extension of 10 min at 72°C. PCR products were envisioned on a 2.5% agarose gel and sent to Macrogen Europe sequencing service (Amsterdam, The Netherlands). The obtained sequences were examined to assess homology and correct amplification. Fifteen primers were selected and tested in three populations of F. carpetana and three populations of F. gaditana (Appendix 1; primers discarded and reasons for discarding are shown in Appendix 2). The sequencespecific forward primers were marked using the universal primer M13(-21) 5′-TGTAAAACGACGGCCAGT-3′ (Schuelke, 2000) labeled with 5-FAM, VIC, NED, or PET fluorescent dyes (Table 1) (Life Technologies). The composition of the PCR mastermix for populations SA865 and SA1109 was as described above, except for the fluorescent-labeled reverse primer (0.8 mM) and the forward primer (0.2 mM). For populations DP2044, DP2040, DG1052, and SA1218, PCRs were performed in 15-μL volume reactions, which contained 45.5 ng of DNA, 3 μL of 1× Green GoTaq buffer (Promega Corporation, Madison, Wisconsin, USA), 0.2 mM of each dNTP, 0.04 mM of forward primer, 0.16 mM of fluorescent-labeled reverse primer, 0.75 units of GoTaq polymerase (Promega Corporation), 0.7 μL of dimethyl sulfoxide (DMSO; Fisher Scientific, Hampton, New Hampshire, USA), and 0.3 μL of bovine serum albumin (BSA) 1 mg/mL (New England Biolabs, Ipswich, Massachusetts, USA). Regarding PCR conditions, annealing temperature was changed to 1 min at 52°C and extension temperature was changed to 50 s at 72°C for the first 30 cycles. The annealing temperature of the last 10 cycles was increased to 53°C. For the markers mf14 and mf25, the denaturation temperature was decreased to 83°C, and the annealing temperature was 52°C for 1 min for 35 cycles. The PCR products were run on an ABI 3730 Capillary Sequencer (Life Technologies) using GeneScan 500 LIZ Size Standard (Life Technologies). Electropherograms were analyzed with GeneMarker AFLP/Genotyping Software version 1.8 (SoftGenetics, State College, Pennsylvania, USA). Seven primers were discarded because they were monomorphic for all species analyzed or unspecific. In the cases that the expected sizes of the alleles were different than those obtained, the individuals were sequenced in order to identify indel presence.
Population genetic parameters in two species of Filago
The number of alleles per locus, levels of observed (H o ) and expected heterozygosity (H e ), significance of deviation from Hardy-Weinberg equilibrium (HWE; Table 2), and tests for linkage disequilibrium between markers were calculated using Arlequin version 3.5.1.2 (Excoffier and Lischer, 2010) . The number of alleles ranged from one to six for both F. gaditana and F. carpetana. H o and H e values ranged from 0 to 1 and from 0.005 to 0.728, respectively, for all six populations. Deviation from HWE (P < 0.01) was detected in each population for all loci except for locus mf25. Discordant values of H o and H e and the subsequent deviation of HWE (except for locus mf25, which only was amplified for population SA1109) could be attributed to autogamy processes. Linkage disequilibrium was significant after Bonferroni correction for all pairwise comparisons except for those involving mf5 and mf14.
Cross-amplification in other species from Filago
Cross-amplification was tested in nine additional species (Table 3) representing the three other subgenera recovered within Filago by Galbany-Casals et al. (2010) . Except for mf5, mf9, mf10, and mf14, all other loci were amplified (Table 3) for all species included in cross-amplification. More specific PCR protocols could improve these results.
CONCLUSIONS
A set of polymorphic microsatellite markers for the genus Filago is reported here for the first time. Cross-species amplification suggests that these markers may have utility for the entire genus. They will allow the development of phylogenetic, phylogeographic, and population genetic studies, which can contribute valuable information for species conservation, as well as data on reproductive systems. Deviations from HWE were statistically significant at **P < 0.05 and ***P < 0.001. There were no values at P < 0.01. ns = not significant. ‡ Unsuccessful amplification. APPENDIX 2. Primers rejected during the study and reasons for discarding. 
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